each well of 96-well plates, then the plates were covered with aluminum foil and incubated in dark at 37ºC for 3 h. 160 Thereafter, 100 µL of the solution was transferred to each well of new 96-well plates. The colorimetric changes 161 were measured at 492 nm using a microtiter plate reader. used in planktonic cells by Ernst et al [13] . We utilized it to study biofilm cells with some modifications. Briefly, 167 the Albicans suspension in YPD medium (10 7 cells/ml) was prepared and mature biofilms in 96-well microtiter 168 plates were developed as described previously. At 48h of incubation, the medium was aspirated and biofilms were 169 washed twice with PBS, followed by addition of 100 µL of fresh medium. Aspirin was used at concentrations of 170 0.25, 0.5,1, 2.0, 4.0mg/ml for CCA 10, ATCC22019 and 0.5, 2.0, 4.0, 8.0 mg/ml for YEM30. Amphotericin B was 171 used at 8.0 μg/ml for the above strains (16μg/ml, 32 μg/ml was also used for YEM30). orbital shaker (75 rpm) and incubated at 37°C during the experimental process. At predetermined time points (3, 6, 176 9, 12, 18, 24, 36 and 48 h) , the media of the corresponding wells were aspirated and washed twice with PBS. replicates did not include 0, synergy was claimed; when the difference was negative and its 95% CI did not include 217 9 antibiofim activity of aspirin against biofilm cells was dramatically enhanced by addition of it. The combination of 274 AMB and aspirin also resulted in a faster rate of killing, measured by the time necessary to achieve a fungicidal 275 endpoint and the slope function of the curves in Fig. 4 (AI, B, C) . The slope of the curve for aspirin (4mg/ml) 276 against YEM30 was not influenced after adding AMB (8μg/ml), however, the addition of AMB (16μg/ml, 32μg/ml) 277 to aspirin (4mg/ml) enhanced its activity strikingly, which indicated the intensity of interactions varied according 278 to drug doses. What's more, in drug alone, increasing the concentration of AMB in small rang displayed 279 indifference in antifungal activity, while dramatical enhancement was found in combination with aspirin Fig. 4A biofilm-associated Candida infections in detail and whether the combination activity is synergistic or antagonistic.
328
It is still unclear how aspirin can be used in related clinical application.
329
In this study we applied checkerboard and time-killing curve experiments to Candida study through XTT plots of the percent synergy calculated with the nonparametric approach, which resulted in 918% synergy.
590
The difference between the predicted and the measured percentage of fungal growth (∆E =Epredicted -
591
Emeasured) is shown on the z axis. plots of the percent synergy calculated with the nonparametric approach, which resulted in 927% synergy.
604
605
Emeasured) is shown on the z axis. 
